A modification in the protein A-gold immunocytochemical technique has been introduced for amplification of the labeling. This modification consists of performing additional incubation steps with an anti-protein A antibody and the protein A-gold complex. The original antigen-antibody-protein A-gold complex was further incubated with an antibody directed against protein A and then, in a fourth step, again with protein A-gold. This multiple-step protocol results in significant enhancement of the original signal. The modified technique can be ap-
Introduction Protein
A-gold was introduced a few years ago in pre-embedding (11) (b) x 20,000, inset x 12,500. Bars = 0.5 pm.
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: -I Figure 2 . Localization of amylase in rat pancreatic acinar cells using the antiamylase diluted 1 :1,000 with the amplified protein A-gold technique.
A protein
A-gold complex formed by 14 nm gold particles was used in the second step ofthe labeling procedure; a protein A-gold complex formed by 5 nm gold partides was used in the fourth step. The small gold particles appear to surround the large ones over the secretory granule (g). A few isolated small gold partides are also present.
Original magnification x 53,000. Bars = 0.5 pm.
with anti-protein A and protein A-gold, however, appeared to restore and enhance the labeling In the case ofinsulin, the use ofconcentrated (1200) antibody with the simple protein A-gold technique yielded intense labeling over the cores of the secretory granules ( Figure  4a ). With the amplified technique using highly diluted antibodies (up to 10'), labeling was intense but present over the dense core as well as over the clear halo ofthe granules (Figure 4b ). The number ofgold partides over mitochondria remained low, allowing for the quality of the background ( Figure  4b ).
When protein A-gold complexes formed with gold particles of different sizes were used (protein A-gold with 14 nm gold partides in the second incubation step and protein A-gold with 5 nm gold particles in the fourth incubation step), the amplification phenomenon was more evident ( Figure  2) . The small gold partides appeared to surround each of the large particles ( Figure  2) , which better demonstrates the interactions between the different reagents. 
Discussion
In the present study, we have demonstrated the possibility of enhancing the labeling obtained with the protein A-gold technique.
Amplification of gold labeling through the photochemical silver process, which appears particularly helpful at the light microscope level, has been reported previously (6, 9) . In the present study, the amplification was performed through additional incubation steps with an anti-protein A and protein A-gold complexes, with the advantage of always using the same reagents. : .
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